Strong pOptima“-B Cloning Vector
Catalog No. PVBO01, 1ug (50 ng/ul) : 20 rxns

Product Description

The blunt-end cloning vector pOptima®-B is supplied in a linear
form, ready-to-use for direct ligation of blunt-end DNA fragment. It is
suitable for use in cloning PCR product of proofreading DNA
polymerase or other source of blunt-end DNA fragment generated by a
blunt-end restriction enzyme. To promote transformation efficiency, the
pOptima®-B vector was created by blunt-end restriction enzyme
digestion and dephosphorylation treatment, thus it could rejoin to a
blunt-end insert DNA fragment directly

Procedure
1. Prepare a ligation mixture according to the following scheme :

Component Concentration Volume
pOptima®-B vector 50 ng/pl 1l
Insert DNA 2~7 ul
ligation buffer 10 X 1l
T4 DNA ligase 2 U/l 1l
sterile water 5~0 pl
total volume 10 pl

2. Briefly mix the ligation mixture then incubate the mixture at room
temperature for several hours or at 4°C for overnight (check
http://www.strongbiotech.com  for  the between
transformation rate and reaction condition).

3. Heat the ligation mixture in 50 °C for 10 minutes before

relationship

transformation.
4. Transform competent cells with aliquots of ligation mixture and select
transformants on antibiotic-containing media.
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Storage:
Available for 1 year when stored at -20 °C.

MéNotes:

1. Generally ligation buffers contain ATP. Frequent freezing and thawing
cause ATP hydrolysis. The ligation buffer can be divided into suitable
aliquots for storage.

2. Mix the thawed ligation buffer well before use. The ligation mixture
should be homogenous as well.

3. Transformant number formed is proportional to the time of ligation.
Overnight transformation at 4°C is suggested.
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M13 F primer Feature Position (bp)
EcoRI (361)
Sacl (371)
AspT18 (374) . L
Kpnl (37T) Multiple cloning site (MCS) 361-448
Xmal (377)
Aval (377) lacZ a-peptide 469-113
pOptima-B Smal (379) UC oridi 003
origin
(2722 bp) gami (415) P ong
Nt I . )
pr (4{33?22) Ampicillin resistance gene 2486-1629
Hindll i inding sites:
Pt ({4444[]533 Primer binding sites:
Spil i -
Hinatlt (118) M13 forward primer 323-339
M13 R primer M13 reverse primer 481-465
M13 forward primer
AGEGTTTTCE CAGTCACGAC GTTGTAAMAC GACGGOCAGT GAATTCGAGC TOGGTATCCR GGCCAGCCAT CAGTTGGAGE JERT IR R CC TCCAAGTE
TCCCAAMGG GTCAGTGCTG CAACATTTTG CTGCCGGTCA CTTAAGCTCG AGCCATGGEC COGGTCGGTA CTCAACCTCC MREEEIRERSCNCCACGTTCAG
HindII
BamHI XbaI 5211 FPstl Sphl H ILI
AMOGTCTGGRGA TCCTCTAGAG TCOGACCTGCA GGCATGCAAG CTTGGOGTAA TCATGGTCAT AGCTGTTITCC TGTGTGAAAT
TGCAGACCCT AGGAGATCTC AGCTGGACGT CCGTACGTTC GAACCGCATT AGTACCAGTA TOGACAAAGG ACACACTTTA
" M3 reverse primer

Figure 1. pOptima®-B Vector Map. Representation of the linearized pOptima®-B vector with blunt-end and dephosphorylation (the pin labeled)
for cloning blunt-end insert DNA fragments. The unique restriction endonuclease recognition sites of multiple cloning site are listed. DNA

sequence of the region surrounding the multiple cloning site.
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